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Figure S1 Table S1 Histone H2A cytotoxicity against human cells
One day prior to the assay, 2 x 10 5 human epithelia A549 cells (ATCC CCL-185;
USA) were seeded in 200 µL RPMI + 10 % fetal bovine serum (FBS; Life Technologies) and cultivated at 37 °C, 5 % CO 2 . Prior to the assay, cells were washed once with DPBS. Either 2 x 10 5 neutrophils or A549 cells were seeded in a 96 well-plate in RPMI + 0.2 % BSA. Cytotoxicity was measured after incubating cells with 1, 10, 100 and 500 µg/mL histone H2A in 200 µL RPMI + 0.2 % BSA for 1 h at 37 °C, 5 % CO 2 . Dead cells were stained with 1.5 µM propidium iodide (PI) (Life Technologies) and incubated for 5 min prior to analysis. Cells were imaged via fluorescence microscopy imaging using a Zeiss Observer D1 microscope with 20x objective and cell death was quantified by flow cytometry at FL-2 channel. Flow cytometry data was analyzed using FlowJo v. 8.8.7.
M1 protein expression on the GAS cell surface
M1 protein expression on GAS WT and Δemm1 mutant bacteria was analyzed by incubation of bacteria with mouse anti-M1 serum or naïve serum (1:100 dilution) for total of 50,000 bacteria in Fl-1 channel using flow cytometry. For EM, log-phase bacteria were washed twice and fixed with 2 % PFA followed by incubation with mouse anti-M1 antiserum (1:100 dilution). Secondary goat anti-mouse immunogoldlabeled antibodies of 10 nm size were used (1:50 dilution). Fixed samples were visualized using a Tecnai G2 Spirit BioTWIN transmission electron microscope.
Random images were taken at 13,000 x, 23,000 x and 49,000 x with an Eagle 4 k HS digital camera. Figure S1 . Histone-induced cytotoxicity at 1, 10, 100 and 500 µg/mL histone H2A determined by PI against (A) neutrophils and (B) A549 cells quantified using flow cytometry. (C) Visualization of histone-induced cytotoxicity in A549 cells by PI staining with fluorescent microscopy at 20x magnification. Results shown represent average ± SEM values and were analyzed by Student's t-test (n.s., not significant, *P<0.05 and ***P<0.001). 
